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Sir: 

I, Hans Peter Marki, declare that: 

1. In 1980, 1 received a Ph.D. degree in Chemistry, from the University of Zurich, 
Switzerland. Between 1981 and 1982, 1 was working as a postdoctoral fellow at the 
University of Berkeley, California. 



2. A summary of my various positions in academia and industry, as well as a list of 
my publications, is provided in my curriculum vitae, a copy of which is attached hereto 
as Exhibit 1 . 



3. Since 1982, 1 have been employed as a Scientific Expert and Team Leader in 
Medicinal Chemistry at F. Hoffmann-La Roche Ltd., Pharmaceuticals Division, 
Discovery Chemistry, CH-4070 Basel, Switzerland. 

4. I am an inventor of the subject matter of the above-identified application. 



5. The following tests were performed which demonstrate that the compounds 
claimed in the above-identified U.S. patent application (S enantiomers, wherein n=l) 
show surprising and improved activity in binding to alpha peroxisome proliferator 
activated receptors and/or in transcriptional activation of alpha peroxisome proliferator 
activated receptors (PPARa) compared to the corresponding racemates disclosed in U.S. 
Patent No. 6,642,389. 

COMPARISON OF [RAC]-2-ETHOXY-3-{4-[2-(4-ISOPROPOXY-PHENYL)-5- 
METH YL-OXAZOL-4- YLMETHOX Y] -2 -METHYL-PHENYL}-PROPIONIC 
ACID AND THE CORRESPONDING OPTICALLY PURE (S) ENANTIOMER 

6. The racemate [rac]-2-Ethoxy-3-{4-[2-(4-isopropoxy-phenyl)-5-methyl-oxazol-4- 
ylmethoxy]-2-methyl-phenyl}-propionic acid of Example 133 in U.S. Patent No. 
6,642,389 and the corresponding optically pure enantiomer (S)-2-Ethoxy-3-{4-[2-(4- 
isopropoxy-phenyl)-5-methyl-oxazol-4-ylmethoxy-]-2-methyl-phenyl} -propionic acid of 
claim 25 in the above-identified application were compared as follows: 

Radioligand Binding Assay for determination of PPARa IC 5 o values 

7. PPARa receptor binding was assayed in TKE10 (10 mM Tris-HCl, pH 8, 50 mM 
KC1, 2mM EDTA, O.lmg/ml fatty acid free BSA and 10 mM DTT). For each 96 well 2.4 
ug equivalent of GST-PPARa-LBD fusion protein and radioligand, e.g. 40000 dpm 2(S)- 
(2-benzoyl-phenylamino)-3-{4-[l 3 l-ditritio-2-(5-methyl-2-phenyl-oxazol-4-yl)-ethoxy]- 
phenyl} -propionic acid, were incubated in 100 ul volume at RT for 2 hrs. Bound ligand 
was removed from unbound ligand by solid phase separation using MultiScreen plates 
(Millipore) filled with 80 ul of SG25 (Pharmacia) according to the manufacturer's 
recommendations. The amount of bound ligand in the column eluate was measured on a 
Packard TopCount using OptiPlates (Packard). Nonspecific binding was determined in 
the presence of 10" 4 M unlabelled compound. Dose response curves were done in 
triplicates within a range of concentration from 10" 10 M to 10" 4 M. 
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Luciferase Transcriptional Reporter Gene 
Assays for Determination of PPARa EC 5 o values 

8. Baby hamster kidney cells (BHK21 ATCC CCL10) were grown in DMEM 
medium containing 10% FBS at 37°C in a 95%0 2 :5%C0 2 atmosphere. Cells were seeded 
in 6 well plates at a density of 10 5 Cells/well and then transiently batch-transfected with 
pFA-PPARa-LBD expression plasmids plus a reporter plasmid and an expression 
plasmid encoding the secretable form of alkaline phosphatase (SEAP) as a normalization 
control. Transfection was accomplished with the Fugene 6 reagent (Roche Molecular 
Biochemicals) according to the suggested protocol. Six hours following transfection, the 
cells were harvested by trypsinization and seeded in 96 well plates at a density of 10 4 
cells/well. After 24 hours to allow attachment of cells, the medium was removed and 
replaced with 100 ul of phenol red-free medium containing the test substances or control 
ligands (final DMSO concentration: 0.1%). Following incubation of the cells for 24 hours 
with substances, 50 ul of the supernatant was recovered and analyzed for SEAP activity 
(Roche Molecular Biochemicals). The remainder of the supernatant was discarded, 50 ul 
PBS was added per well followed by one volume of Luciferase Constant-Light Reagent 
(Roche Molecular Biochemicals) to lyse the cells and initiate the luciferase reaction. 
Luminescence for both SEAP and luciferase was measured in a Packard TopCount. 
Luciferase activity was normalized to the SEAP control and transcriptional activation in 
the presence of a test substance was expressed as fold-activation over cells incubated in 
the absence of the substance. EC 5 o values were calculated using the XLfit program (ID 
Business Solutions Ltd. UK). 
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9. The results of the above two assays with respect to binding to PPARa and 



transcriptional activation of PPARa are summarized below in Table 1 : 
Table 1 





PPARa 
IC 50 


PPARa 

EC50 


[rac]-2-Ethoxy-3-{4-[2-(4-isopropoxy-phenyl)-5-methyl- 
oxazol-4-ylmethoxy]-2-methyl-phenyl}-propionic acid 


184 
nmol/1 


546 nmol/1 
[mean of 2 
experiments] 


(S)-2-Ethoxy-3-{4-[2-(4-isopropoxy-phenyl)-5-methyl- 
oxazol-4-ylmethoxy-]-2-methyl-phenyl}-propionic acid 


30 nmol/1 


163 nmol/1 
[mean of 3 
experiments] 



10. Thus, the results of this test show that the above S-enantiomer possesses 
surprising and improved activity with respect to PPAR alpha binding and transactivation 
compared to the corresponding racemate. 



COMPARISON OF [RAC]-2-ETHOXY-3-[2-METHYL-4-(5-METHYL-2- 
PHENYL-OXAZOL-4-YLMETHOXY)-PHENYL]-PROPIONIC ACID 
AND THE CORRESPONDING OPTICALLY PURE (S) ENANTIOMER 



1 1 . The racemate [rac]-2-Ethoxy-3-[2-methyl-4-(5-methyl-2-phenyl-oxazol- 
4-ylmethoxy)-phenyl]-propionic acid of U.S. Patent No. 6,642,389 (example 129d) and 
the corresponding optically pure enantiomer (S)-2-Ethoxy-3-[2-methyl-4-(5-methyl-2- 
phenyl-oxazol-4-ylmethoxy)-phenyl]-propionic acid of claim 26 in the above-identified 
application were compared using the radioligand binding assay and luciferase 
transcriptional reporter gene assay described above. 



12. The results with respect to binding to PPARa and transcriptional activation of 
PPARa are summarized below in Table 2: 
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Table 2 





PPARa 

IC 50 


PPARa 

EC50 


[rac]-2-Ethoxy-3-[2-methyl-4-(5-methyl-2-phenyl- 
oxazol-4-ylmethoxy)-phenyl]-propionic acid 


234 
nmol/1 


66 nmol/1 
[mean of 3 
experiments] 


(S)-2-Ethoxy-3-[2-methyl-4-(5-methyl-2- 
phenyl-oxazol-4-ylmethoxy)-phenyl]-propionic acid 


87 nmol/1 


57 nmol/1 
[mean of 3 
experiments] 



13. As shown in Table 2, the results demonstrate that the above S-enantiomer 
possesses surprising and improved activity with respect to PPAR alpha binding and to a 
lesser extent to PPAR alpha transactivation compared to the corresponding racemate. 



14. I further declare that all statements made herein of my own knowledge are true and 
that all statements made on information and belief are believed to be true; and further that 
these statements were made with the knowledge that willful false statements and the like 
so made are punishable by fine or imprisonment, or both, under Section 1001 of Title 18 
of the United States Code, and that such willful false statements may jeopardize the 
validity of the above-identified application or any patent issuing thereon. 

Date kkAlY Qoor 

/ ' Hans Peter Marki 




152931 
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